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Van  I I«*yiiiiiK«‘>i  ( Nailin'  162:114.  I04M  re- 
imrtoil  that  growth  of  Itiuiltiin  anlhnu-ii *  was  not 
inhibitcil  oil  iiutrii'iit  agar  containing  30  nu.  of 
In-matin  | «*r  ml.  although  certain  oiImt  s|N»re- 
Utning .  aomlies  won*  inhibitcil.  Pearce  anil 
Powell  (J.  (Jon.  Microbiol.  5:387, 1051  i  <lovelo|K-<l 
a  selwtive  iiH-iiiimi  for  H.  iintlimri*  containing 
homatin  ami  lysosyiiw*.  Preliminary  work  in  this 
lnl**ratory'  on  tin*  •Icvclopmont  of  a  Tkflivr 
mii limn  for  H.  nnthmvi*  imlicafcil  that  <|Uantita- 
tivo  recovery  was<le|N*inlcnt  on  tin*  ago  of  licma- 
i in  solutions  a«l< It'll  In  tin-  niiiliuiii.  Freshly  prc- 
paivil  alkulinr  homatin  solutions  won*  fonnil  to  In* 
inhibitory  for  gmm-|N>sitivo  organisms. 

Hemal  in  solutions  won*  |in*|Kin*il  bv  dissolving 
400  ait  of  In-min  (Kastman  Kmlak  Co.,  Ihwhester. 
X.Y.)  |N-r  nil  of  0.01  x  XatHI  ami  aulm-laving 
for  :<l)  nun  at  5  |»i.  <lli*min  changes  to  lii-matin 
in  tin*  presence  of  alkali.)  A  >tiN-k  lii-umi in  .*ohi- 
tinn  wan  stored  at  4  C  ami  used  |M*riiMli«*ally  in 
test  un-ilia.  This  |N*rmitti-i|  tin*  ili*ti*niiination  of 
tin*  ‘  nal  aging  tinu*  n-i|iiinil  for  full  recovery 
of  <  tost  organisms.  Tin*  ti*st  moilium  was 

|iii  ,.aivd  by  adding  oitln-r  freshly  prcpari-d  or- 
aged  homatiii  solutions  to  Hoart  Infusion  (ill) 
Agar  (l)ifi-n)  at  a  final  i-oin-i-ntrafion  of  HI  pg/ml 
( fill  7.4);  tin*  moilium  was  usoil  altor  overnight 
liroinouliation  (.47  C).  Tin*  effect  of  pH  was 
ovaluati*il  by  adjusting  tin*  moilia  in  a  range  of 
pH  0.0  to  8.2.  The  ti*st  imn-ultini  was  prepared  by 
removing  growth  fnim  a  24-hr  III  Agar  slant  anil 
siis|N*tnliiiK  it  in  0.007  m  |iliospliato  buffor.  Dilu¬ 
tions  of  tin*  >us|N*nsion  won*  ailjusloil  to  ootitain 
10*  organisms  por  millilitor,  anil  0.1  mi  was  aiiiloil 
to  i*tu-h  plato  (triplioiito  plat  os  u*s*il  ami  inouliatoil 
at  .47  C). 

Hci-overy  of  various  organisms  on  tin*  tost 
moilia  is  slmwn  in  Tablo  I.  All  of  tin*  Harilln * 
s|n*i*ii*s,  Sfapki/larorrtiK  iwmix,  ami  thn-o  Strc/itn- 
corntK  strains  won*  markoilly  inliibitoil  in  tin* 
pn*s4*mi»  of  fn*sh  homatin. 

Tin*  inhibition  of  soil  organisms  was  signifi¬ 
cant  ly  increased,  but  Enrherirhia  roli,  Aerohartrr 
mrttffrHex,  Cttrudamotwt  iitritginoxa,  ami  four 
strains  of  Pantrunila  /»*! i*  won*  not  inhibitisl  by 
fn*slily  pn*|ian*il  homatin  solutions.  Furthor 


inhibit h>i>  of  gram-|Nisitivo  organisms  iM-curn-il 
wln-n  tin*  i-oiH-ontration  of  In-'li  homatin  was 
increased,  but  full  n-i-ovorv  was  obtaimsl  on 
mi-ilia  containing  as  much  as  Ml  pg/ml  of  aged 
In-matin  (2  months  at  4  (’).  Heeuvery  of  -omo 
strains  on  nniiia  containing  agoil  homatin  was 
more  than  liotthlo  tin*  recovery  on  tin*  HI  Agar 
control.  Frt*sh  homatin  solutions  |>rc|>an-d  with 

TaHI.K  1.  /Vr  nut  rmmry  «/  rnriow  organinmn 
iim  mnlin  nintnining  jrrnk  nwt  agnt  hr  mat  in * 
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*  The  aiiHNint  of  homatin  was  40  Mg/ ml. 

*  Crowtli  from  24-hr  HI  agar  slant,  except  spore 
suspension  which  was  storeil  in  distilled  water  at 
4C\ 

'  Heart  Infusion  Agar  as  lOO*  ,  recovery  control. 

4  Alkaline  In-matin  solution  st ored  at  4  C  for  2 
months. 

*  Medium  cunt  tolling  fresh  homatin  was  used 
within  24  hr  after  preparation. 
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hematin  from  two  different  sources  (Nutritional 
Riocheinieals  Corp.,  Cleveland,  Ohio,  and  Kast¬ 
man  Kodak  Co.)  wort'  equally  inhibitory.  A 
14 -day  aging  period  of  hematin  was required  for. 
full  recovery  of  li.  remix  and  li.  xubtilix;  3  to  4 
weeks  wt're  required  for  li.  rereux  vur.  imjroiilex , 
N.  ( in  mix ,  and  li.  unthrarix.  Similar  results  were 
obtained  when  nutrient  agar  was  used  in  place 
of  III  Agar.  Changing  the  />! I  of  the  medium  con¬ 
taining  fresh  heinatin  hail  no  significant  effect  on 
recovery  of  test  organisms.  The  eom|x>sition  of 
the  alkaline  heinatin  solution  when  fi  shly 
prepared,  and  the  changes  that  occurred  timing 
storage,  were  not  determined. 

Kammerer  (Verhandl.  Dent.  Kongr.  Inn.  Med. 
31:704,  1014)  reported  that  many  gram-|x>sitivc 
organisms  (including  li.  antliriiris )  were  inhibited 
bv  mesohemin,  whereas  gram-nt'gative  organisms 
were  generally  not  inhibited.  He  was  also  able  to 
achieve  complete  inhibition  of  li.  anthriu  is  anti  B. 
megnierium  with  a  1 :300  dilution  (3,333  /ig/nd)  of 
heinatin  (age  not  specified). 


Market!  variation  in  the  recovery  of  li.  nn- 
thraeix  and  many  other  gmm-|x»sitive  organisms 
will  occur  on  media  containing  heinatin  if  the 
age  «f  the  hematin  used  is  not  s|tccificd.  This 
variation  will  also  occur  when  fresh  hematin  and 
lysozyme  are  combined,  as  in  the  medium  of 
Pearce  anti  Powell  (with  a  |>eptone  agar  base). 

Fn  summary,  the  r< 'suits  indicate  that  freshly 
prepared  alkaline  hematin  solution  is  inhibitory 
for  many  gram-positive  organisms,  including 
li.  niithracix;  therefore,  its  use  in  a  selective 
medium  for  the  isolation  of  li.  nnthrneix  is  qut's- 
tionable.  However,  freshly  prepared  alkaline 
heinatin  has  lx*en  found  useful  in  a  selective 
medium  for  I’axleitreUa  pextix  ( Knisely ,  Swaney, 
and  Friedlander,  J.  Bactenol.  88:491,  1904). 
Further  work  on  a  selective  medium  lor  li. 
ant  lira  cix  is  in  progress. 

I  thank  Chester  L.  Redmond,  Jr.,  for  technical 
assistance. 


